ICS

itute of

Inst
format

Swiss
Bioin

q
VU
U
<< o
Z C
< =
Om
&
cC =
Ot
g ¢
S C
93
mq
Q
Sn

Wandrille Duchemin

@
WITZERLAND

El{éfr.



Par base sequence quality

Quality scores across all bases (llumina 1.5 encading)
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Par sequence quality score

Quality score distribution over all sequences
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Over-represented sequences

@FastQC Report

Summary

@ Basic Statistics

@) Per base sequence quality
@Pr uence quality scor
@ Per base sequence content
@ Per base GC content

@ Per sequence GC content
@ Per base N content

@ Sequence Length Distribution
& sequence Duplication Levels

@ Overrepresented sequences

& Kmer Content

Produced by FastQC (version 0.10.1)

(%) Overrepresented sequences

o sqsonce T coun | pecomage | poseiiesourss |

GATCGGAAGAGCACACGTCTCGAACTCCAGTCACACA
GCTAACAAATACCCGACTAAATCAGTCAAGTAAATA
NATCGGAAGAGCACACCTCTCGAACTCCAGTCACACA
GTTAGCTATTTACTTGACTGATTTAGTCGGGTATTT

GATCGGAAGAGCACACCTCTGAACTCCAGTCACACC

@ Kmer Content

100
90

80

7N

1060621 29.432719567181643
13630 0.37823875606902535
11728 0.3254573830651159
10983 0.304783291115635

3658 0.10151117899490057

Relative enrichment over read length

Mon 24 Feb 2014
SRR576933.fastq

TruSeq Adapter, Index 5 (100% over 36bp)
No Hit
TruSeq Adapter, Index 5 (97% over 36bp)
No Hit

TruSeq Adapter, Index 1 (97% over 36bp)

GTCTG
CACAC
TCTGA

ATCGG




rimming: doing it or not?




rimming: doing it or not?

Raw reads trimming/ Trimmed/filtered
filtering reads

Sequencing
facility

Mapped Assembled
reads transcriptome

normalization EXxpression expression variant
across libraries matrix guantification calling
: Isoform
Normalized .
description
counts
Pathway enrichment -
analysis
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rimming: doing it or not?

Raw reads trimming/ Trimmed/filtered
mj filtering reads
Sequencing

facility
Assembled
transcriptome

expression variant
guantification calling

Transcriptome assembly:
Trimming is highly recommended
(at least light)

Isoform
description




rimming: doing it or not?

Raw reads trimming/
filtering
Sequencing

facility
Mapped
reads

Variant analysis:
Trimming is highly recommended
(at least light)

Trimmed/filtered
reads

variant
calling




rimming: doing it or not?

; Raw reads trimming/ Trimmed/filtered
mj filtering reads
Sequencing

facility
Mapped
reads

Counting, expression quantification:
No trimming or light trim

expression
guantification




rimming: doing it or not?

| Raw reads trimming/ Trimmed/filtered
m:j filtering reads
Sequencing

facility
Mapped
reads

Counting, expression quantification:
No trimming or light trim

expression
guantification

Aggressive trimming (high quality threshold, low length filtering) can have negative impacts on expression
quantification

see: William et al. (2016) Trimming of sequence reads alters RNA-Seq gene expression estimates. BMC
bioinfo.




rimming: doing it or not?

- Raw reads tri_m m_ing/ Trimmed/filtered
filtering reads

Sequencing
facility

mapping

. Mapped / % mapped reads
Counting, expression quantification:

reads
No trimming or light trim \ # mapped

expression
guantification

reads

Aggressive trimming (high quality threshold, low length filtering) can have negative impacts on expression
quantification

see: William et al. (2016) Trimming of sequence reads alters RNA-Seq gene expression estimates. BMC
bioinfo.




rimmomatic

http://www.usadellab.org/cms/?page=trimmomatic

ILLUMINACLIP: Cut adapter and other illumina-specific sequences from the read.

SLIDINGWINDOW: Performs a sliding window trimming approach. It starts scanning at the 5" end and
clips the read once the average quality within the window falls below a threshold.

LEADING: Cut bases off the start of a read, if below a threshold quality
TRAILING: Cut bases off the end of aread, if below a threshold quality
CROP: Cut the read to a specified length by removing bases from the end
HEADCROP: Cut the specified number of bases from the start of the read
MINLEN: Drop theread if it is below a specified length

AVGQUAL: Drop the read if the average quality is below the specified level



http://www.usadellab.org/cms/?page=trimmomatic




IAGGGGGTTGCAGACGGGCAGGTCCCACCATCAGCERT,
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Thank you
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